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Abstract 
This feature article focuses on the discrepancy between the distribution of axon diameters within 
the primate corticospinal tract, determined neuroanatomically, and the distribution of axonal 
conduction velocities within the same tract, determined electrophysiologically. We point out the 
importance of resolving this discrepancy for a complete understanding of corticospinal functions, 
and discuss the various explanations for the mismatch between anatomy and physiology. 
Giorgio Innocenti and his colleagues recently reported on the diversity of corticofugal projections in 
the primate brain (Innocenti et al. 2018). These authors emphasised the glaring discrepancy 
between anatomical and electrophysiological estimates of axon sizes and conduction velocities in 
the primate corticospinal tract (Humphrey and Corrie 1978; Firmin et al. 2014). The corticospinal 
tract exhibits a 100-fold difference in the diameters of its constituent axons, although how that is 
reflected in the diverse function of the tract is unknown. A major hindrance in understanding those 
functions is the almost complete lack of information about the numerous corticospinal neurons with 
fine axons. Pyramidal tract neurons (PTNs), whose axons travel in the pyramidal tract, and then 
descend further into the spinal cord, can be identified by antidromic activation from the pyramid, 
and such identification has been used in many studies to study the function of corticospinal neurons 
(e.g. (Evarts 1968; Lemon et al. 1986; Umilta et al. 2007; Kraskov et al. 2009). However, most of 
these studies have been heavily biased towards recordings from larger neurons with fast axons, and 
accordingly, little is known about the slow PTNs.  As Innocenti et al comment, such a bias means that 
“half a century of electrophysiological recordings might have told us only a small fraction of what the 
brain does”.  
Does this discrepancy really matter? Yes, it does matter because we are talking about the great 
majority of small fibres that make up one of the most important descending pathways (Lemon 
2008). The enigma of the slow fibres needs to be solved! Since they are known to be more resistant 
to trauma than the larger, faster fibres (Blight 1991), they could be important in therapies designed 
to promote functional recovery after stroke or spinal injury. In the search for identifying the nature 
of the slow PTNs, Firmin et al (2014) made a first step by defining the scale of the discrepancy 
between anatomy and physiology. They estimated that most of what we know about the 
neurophysiology of PTNs, including their role in movement preparation and execution, is entirely 
based on recordings gathered from cells giving rise to the larger PT fibres, estimated to comprise 
around 3% of the total tract. In the monkey this would still amount to over 18000 fibres, but leaves 
us ignorant of the function of the remaining ~575,000! In many accounts of the motor system, the 
corticospinal output is considered as a homogenous population, although there is good evidence 
that, in addition to its involvement in motor control, this system is also involved in a variety of other 
functions, and this range of functions, such as descending control of afferent input, may be reflected 
in the almost 100 fold difference in primate corticospinal axon diameters (Lemon 2008). 
Innocenti et al (2018) documented the range of axon diameters in cortical projections arising from 
different cortical areas in the macaque monkey. They labelled corticofugal axons by cortical 
injections of BDA and measured these axons at the level of the internal capsule, pons, pyramidal 
tract and lateral corticospinal tract, and compared their histological measurements with diffusion 
MRI tractography data from macaque and vervet monkey. In reviewing their findings in relation to 
earlier work, Innocenti et al highlight the discrepancy between anatomy and electrophysiology at 
both ends of the axon size distribution: very large and very small.  
Large fibres: a characteristic of many primates, including humans, is the presence of large fibres 
within the corticospinal tract, although it has long been known that these fibres form a relatively tiny 
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proportion of the tract as a whole (only 8% of fibres in humans are > 4µm; (Lassek 1948)). 
Nevertheless large fibres dominate descending volleys in the corticospinal tract, excited by 
stimulation of the cortex or pyramid, and recorded from the surface of the spinal cord. These volleys 
have conduction velocities up to 70-85 m/s (Kernell and Chien-Ping 1967; Maier et al. 2002; Shimazu 
et al. 2004).  
Single pyramidal tract neurons (PTNs) can be identified by antidromic invasion resulting from 
stimulation of the pyramidal tract, and a high proportion of these PTNs send axons to the spinal cord 
in the corticospinal tract. Humphrey and Corrie (1978) reported that macaque PTNs could conduct at 
up to 65 m/s, and our estimates, based on many years of recording antidromic responses from PTNs 
in awake macaques, suggest that the fastest PTNs conduct at velocities above 70 m/s, with the 
fastest PTN conducting at 94 m/s (Firmin et al. 2014). However it should be stressed that the 
precision of these estimates is problematic because of the short conduction distance (~ 47 mm) from 
pyramid to cortex, and the brevity of the shortest antidromic latencies (0.5-0.7 ms).   
A Hursh factor of 6.0, which relates the diameter of a myelinated axon to its conduction velocity 
(Hursh 1939), predicts that the fastest conducting axons should have diameters of around 12 µm.  A 
very small number of axons with diameters in this range were reported by (Häggqvist 1937) at light 
microscope level, and we confirmed this at the EM level (Firmin et al 2014, Fig 2A). Innocenti et al 
(2018) also found relatively few large axons, and accordingly they computed the maximum 
conduction velocity at around 67 m/s. However, because the largest axons constitute such a tiny 
proportion of the total, unless large numbers of fibres are sampled, it is quite possible that the 
largest fibres will be missed. Other methodological differences and the manner of correction for 
tissue shrinkage could well account for the variation across different studies in terms of the largest 
axon reported.  
Small fibres: The discrepancy between anatomy and physiology is far more serious at the small end 
of the fibre spectrum.  The primate corticospinal tract, as in other species, is dominated by the 
presence of many small fibres, with diameters around 1 µm (Häggqvist 1937; Firmin et al. 2014; 
Innocenti et al. 2018). In contrast, recordings of antidromically identified cell bodies giving rise to 
these fine fibres are either rare or completely missing from published studies, so that the 
distribution of antidromic latencies of PTNs is dominated by values around 1.0 ms, corresponding to 
a fast conduction time between pyramidal tract and cortex (Firmin et al. 2014). The domination of 
the latency distribution by these fast PTNs is particularly clear in primary motor cortex (area 4) but is 
also seen in other cortical areas, such as supplementary motor area and premotor cortex 
(Macpherson et al. 1982; Firmin et al. 2014). Given the huge numbers of fine fibres in the tract, with 
a peak diameter at around 1 µm, one would expect to record many PTNs with antidromic latencies 
(ADLs) of around 5-10 ms (for a Hursh factor of 6, equal to axons with outer diameters of 1.5 down 
to 0.8 µm). However such responses are relatively rare, constituting only a few percent of the 
recorded responses (Humphrey and Corrie 1978; Firmin et al. 2014).  
There are at least six different factors that might explain the lack of responses from slow PTNs (Fig 
1). 
1. ARE FINE AXONS IN THE PYRAMIDAL TRACT ACTIVATED BY TEST STIMULI? 
The first issue is whether antidromic stimuli actually excite axons belonging to slow PTNs (1 
in Fig 1). It is well-known that thin axons have higher thresholds than thick axons, so it is 
possible that search stimuli of a few hundred µA, while suprathreshold for fast PT fibres, are 
ineffective in activating slow ones (Swadlow 1998). Firmin et al (2014) determined the 
threshold for 799 PTNs recorded in macaque M1, area F5 and the SMA. We looked at the 
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threshold for the small number of slow PTNs with ADLs >5 ms, and estimated conduction 
velocities of < 10/ms (only 14 PTNs), and found that it ranged from 30 to 300 µA, similar to 
the range found for fast fibres. Across the whole population of PTNs, there was only a weak 
correlation (r=0.22) between ADL and the threshold for activating an antidromic response. 
The reason for this is likely to be that distance of the fibre from the stimulating electrodes 
inserted into the tract is a more important factor determining threshold than is fibre 
diameter.  Future studies may need to test stronger and wider stimulation pulses to 
investigate whether fine PT fibres are excited.   
 
2. DOES ELECTRODE RECORDING BIAS MEAN THAT SLOW PTNs ARE MISSED? 
Assuming that slow axons are excited, why are slow PTNs missing from the recorded 
neurons? Most investigators have attributed this result to the well-known bias of 
extracellular recording methods towards stable recording from neurons with large somas 
and presumably large, fast axons (2 in Fig 1: Towe and Harding 1970; Humphrey and Corrie 
1978). Other factors, including cell-packing density, can contribute to this bias. Correcting 
the observed distribution of ADLs and estimated conduction velocities for this bias provided 
a good fit between the velocity and axon diameter distribution, with a peak at around 10 
m/s, corresponding to an axon diameter of around 1.5 µm. Interestingly, several studies 
using glass micropipettes to record from PTNs reported a small but significant population of 
PTNs with slowly conducting axons(< 10 m/s; Towe et al 1968 (cat); Humphrey and Corrie, 
1978 (macaque); Mediratta and Nicoll, 1983 (rat)). Firmin et al (2014), who used metal 
microelectrodes, which are probably more biased towards large neurons, reported < 2% of 
macaque M1 PTNs with estimated conduction velocities < 10m/s. The introduction of fine 
intracortical probes, with multiple, high-density contacts, such as NeuroNexus or 
Neuropixels probes, may well allow the smaller neurons giving rise to fine axons to be 
recorded as discriminable single units.  
 
3. DO ANTIDROMIC IMPULSES IN THIN AXONS FAIL TO INVADE THEIR PARENT CELL BODIES? 
Failure to invade the soma-dendritic membrane (3 in Fig 1) has been reported for some CNS 
neurons (Lipski 1981; Swadlow 1998), and if the smaller PTNs failed in this way, this would 
explain the difficulty of identifying them with the antidromic method. If this proves to be a 
significant problem for identification of slow PTNs, newer methodology, will be needed to 
locate them. One possibility is to infect cells retrogradely with viral vectors expressing 
optogenetic constructs (Tervo et al., 2016); any cell responding to the appropriate light 
wavelength is then proven to project to the region injected with the virus. Optogenetic 
depolarisation of slow PTNs might also promote antidromic invasion.  
 
4. DOES RECURRENT INHIBITION BLOCK ANTIDROMIC INVASION OF SLOW PTNs? 
Failure to invade could also be influenced by the degree of synaptic inhibition of the PTN. 
Innocenti et al (2018) made the interesting suggestion that the lack of recordings from slow 
PTNs might be due to recurrent inhibition (RI) of these neurons from collaterals of faster 
conducting axons activated by the stimuli applied to the pyramidal tract. Antidromic 
impulses in axons of fast PTNs could invade their collaterals, which then engage powerful 
inhibitory circuits (4 in Fig 1) which inhibit other pyramidal cells, including slow PTNs (Berger 
et al. 2010).  
 
This idea is certainly worth investigating, although a number of points might suggest that 
recurrent inhibition may not block antidromic identification of slow PTNs. First, this type of 
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recurrent inhibition is frequency dependent (Silberberg and Markram 2007) and effective 
inhibition requires repetitive stimuli; single stimuli applied to the pyramidal tract may not be 
effective in recruiting RI sufficient to block antidromic invasion (Philips, 1959; Stefanis and 
Jasper 1964; Takahashi et al 1967).  Second, the onset of RI in pyramidal cells has a long 
latency: in the rat in vitro study cited by Innocenti et al (2018) the recurrent IPSPs, recorded 
intracellularly from one pyramidal neuron following intracellular repetitive stimulation of a 
neighbouring pyramidal neuron did not begin until over 100 ms after the onset of 
stimulation. Of course this is a very localized stimulus. However, even in vivo stimulation of 
the entire pyramid evokes RI with a relatively long latency (> 10 ms and up to 40 ms; 
(Stefanis and Jasper 1964; Takahashi et al 1967). This would be too late to block antidromic 
invasion at latencies of 5-10 ms. Third, it must be added that while there is evidence for RI in 
fast PTNs, none of the investigations to date has looked at RI in slow PTNs.  
 
RI might be expected to be more effective in the awake state than under anaesthesia 
(Stefanis and Jasper 1964), which might block the recurrent inhibitory synapses. However, in 
the awake macaque, antidromic invasion of PTNs is highly reproducible from shock-to-shock, 
and we have seen little or no evidence for occasional failure of antidromic responses, which 
is what might be expected if RI was effective in blocking antidromic invasion of the recorded 
PTN.  RI might also be reduced by local cortical injections of bicuculline, or muscimol, as 
suggested by Innocenti et al (2018), and this should reveal more antidromic responses from 
slow PTNs.  
 
It is known that antidromic stimulation in the awake monkey can pause or suppress 
spontaneous activity in some PTNs (Stefanis and Jasper 1964), which would be expected if RI 
were present, and we have seen some evidence for such pauses in the awake macaque. 
However, these effects are generally not as strong as the synaptic facilitation of activity that 
often begins 4-5 ms after a single PT shock. The origin of this facilitation is unknown: it could 
be due to recurrent facilitation (see below) or spread of stimulating current to the adjacent 
medial lemniscus.  
 
5. DO RECURRENT FACILITATION AND DISCHARGE HISTORY PREVENT STABLE ANTIDROMIC 
RESPONSES? 
Stimulation of the pyramidal tract can also lead to recurrent facilitation of PTNs through 
axon collaterals of corticospinal neurons (5 in Fig 1; Phillips 1959; Takahashi et al 1967; 
Ghosh and Porter, 1988; Thomson et al 1993). Early recurrent synaptic excitation and 
discharge of slow PTNs from collaterals of faster PTNs could also block antidromic responses 
in the slow PTNs by colliding the antidromic spike before it reached the slow PTNs. A related 
problem is that while antidromic responses in a given PTN usually have a very constant 
latency, with jitter of less than 0.1 ms, slow PTNs may show higher jitter when the 
antidromic impulse is set up after spontaneous activity in the same neuron (Swadlow 1998). 
Two mechanisms might contribute here: (a) variable levels of recurrent synaptic excitation 
slowing or facilitating antidromic activation; (b) conduction in the slow axons being in 
impulse-dependent partial refractory or supernormal periods, during which conduction is 
respectively slower or faster than in a resting axon (Swadlow 1998). These effects are 
particularly marked in slowly-conducting fibers. Variation in either the probability or latency 
of responses may result in them being incorrectly dismissed as being synaptic, rather than 
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antidromic in nature, especially as, when testing for antidromic excitation, synaptically 
evoked responses are often observed around the latencies expected for slow axons. 
 
6. ARE THERE SLOW PTNs IN PRIMARY MOTOR CORTEX? 
In 1937 G. Häggqvist was the first to demonstrate the preponderance of fine fibres in the 
macaque pyramidal tract. Interestingly, he suggested that these fine fibres arose from  
outside areas 4 and 6 (6 in Fig 1). In four cases he made large lesions of these areas in the 
left precentral gyrus. Animals were sacrificed 2 months later and fibres counted and 
measured in both the left and right pyramids. Whereas larger fibres were no longer present 
after the lesion, the fine fibre (< 3 µm) count looked identical on both sides, suggesting that 
fine fibres arise outside areas 4 and 6. However, given the very large numbers of fine fibres, 
it may be that he was unable to detect differences in their number before and after lesion. 
Häggqvist’s conclusion has been questioned by Innocenti et al (2018), who found plenty of 
fine corticospinal fibres labelled after BDA injections in area 4 (M1). At the level of the 
pyramid, these authors give the mean values for the inner diameter of axons in two different 
animals as 1.36 and 1.18 µm, with the median values 1.09 and 0.94 µm (their Fig 5), which 
clearly demonstrates the preponderance of small axons in their sample. Nevertheless, it 
would be invaluable to compare electrophysiological investigations in M1 with non-primary 
areas such premotor cortex or supplementary motor area, as well as cingulate motor or 
postcentral areas. Innocenti et al (2018) have suggested that the timing differences between 
corticofugal outputs from different cortical areas could interact at spinal levels to update the 
final corticospinal input to spinal centres.  
 
All of the discussion above has been based on a simple relationship between conduction velocity and 
nerve fiber diameter, the Hursh factor, which allows us to characterise the corticospinal fibers in 
very broad terms. However, if we wish properly to resolve the discrepancy between the anatomical 
and physiological measurements for the fine axons, more detailed comparisons may be required 
that will raise various fundamental issues, including the importance of the g-ratio (the ratio between 
the diameter of an axon and its myelinated diameter), and how it relates to conduction velocity for 
fine axons in the CNS (Ritchie 1982), such as those of slow PTNs. Further questions relate to the 
effect of collateralization on conduction velocity, which might impact on the constancy of axon 
diameter along the entire length of corticospinal axons (Innocenti et al 2018) and, last but not least, 
the internodal distance, that is assumed to be constant along the axon, but which might instead 
change, especially for longer axons. 
 
In conclusion, there are a number of possible explanations for the discrepancy in the distribution of 
corticospinal axon sizes/conduction velocities determined by anatomical vs electrophysiological 
means. Until the neurons giving rise to these numerous fine fibres can be identified antidromically, 
their activity in relation to behaviour and other functions cannot be investigated. We agree with 
Innocenti et al (2018) that this discrepancy needs to be resolved.  
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Legend to Figure 
Six different factors that might explain the relative lack of slow pyramidal tract neurons (PTNs) in 
recordings from motor areas. 1: failure to excite slow axons, electrical stimulation of the pyramidal 
tract to set up antidromic volleys activates large, fast axons (in red) but may not activate slow, thin 
axons (green) originating from slow PTNs (green triangle). 2: recording bias towards larger neurons 
may result in most antidromic effects being recorded in large, fast PTNs (red triangles). 3: failure of 
antidromic impulses to invade the soma and dendrites of small PTNs. 4: recurrent inhibition (RI), 
antidromic impulses in axons of large fast PTNs (red) results in impulses in intracortical collaterals 
which activate local inhibitory interneurons (blue) terminating on slow PTNs (green). RI prevents 
antidromic impulses in slow fibres from invading the cell bodies and dendrites of slow PTNs (green) 
5:  recurrent facilitation through excitatory collateral from fast PTNs to slow PTNs causes synaptic 
discharge of slow PTNs, colliding antidromic impulses in slow fibres before they can reach their 
parent slow PTNs. 6: absence of PTNs with slow, thin axons in M1, possible that these fibres 
originate mostly from cortex outside area 4 (M1) such as postcentral gyrus (S1) or premotor areas 
(PM). 
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